Characterization of 19 polymorphic SSR markers in
Biosoft International, Palo Alto, California, USA) with the following settings: target PCR products 100-300 bp in length, primers 23 ± 2 bp in length, and all other settings set to their defaults (Clark and Gorley, 2001) .
Newly synthesized primer pairs (BGI, Shenzhen City, Guangzhou, China) were tested for PCR amplification using DNA from 11 and 12 S. polyrhiza individuals from the Zhoushan and Wenzhou populations, respectively. PCR amplification was performed in a thermal cycler (Bio-Rad, Foster City, California, USA) in a 20-μL mix containing the following components: 50-100 ng of template DNA, 0.8 mM of dNTP mix, 0.3 μM of each primer, 1× PCR buffer (Mg 2+ free), 1.5 mM Mg 2+ , and 0.4 μL of Taq DNA poly merase (Sangon, Shanghai, China). Microsatellite loci were amplified under the following conditions: 5 min of denaturation at 94°C; 35 cycles of 30 s at 94°C, 35 s at 53-58°C, and 40 s at 72°C; and a final extension of 72°C for 3 min. Fifty of 60 loci were successfully amplified in S. polyrhiza. Amplified PCR products of seven to eight randomly selected individuals from each population were resolved on 6% polyacrylamide denaturing gel and visualized by silver staining using pUC19 DNA/MspI (HpaII) (MBI Fermentas, Shanghai, China) as the ladder.
From these initial tests, we detected 19 polymorphic loci (Table 1 ) and 31 monomorphic loci (Appendix 2) in S. polyrhiza. Ten of these polymorphic loci were successfully cross-amplified in L. perpusilla; all loci were monomorphic except for Sp36 and Sp42 (Table 2 ). These 19 polymorphic loci were genotyped for all S. polyrhiza individuals. Amplification of each locus was carried out in 10-μL reactions that included 30 ng of template DNA, 0.8 mM of dNTP mix, 0.3 μM of each primer, 1× PCR buffer (Mg 2+ free), 1.5 mM Mg 2+ , and 0.2 μL of Taq DNA polymerase (Sangon). Forward primers were labeled with one of several fluorescent dyes (5′ HEX, 5′ TAMRA, or 5′ 6-FAM; BGI). PCR fragments were genotyped using an ABI 3130 automated sequencer (Applied Biosystems, Foster City, California, USA), and fragment lengths were determined using GeneMapper version 4.0 (Applied Biosystems).
The number of alleles per locus, levels of observed heterozygosity and expected heterozygosity, and Hardy-Weinberg equilibrium were calculated with TFPGA version 1.3 (Miller, 1997) . The inbreeding coefficient and linkage disequilibrium between pairs of microsatellites were calculated by FSTAT version 2.9.3 (Goudet, 2002) . The number of alleles per locus varied from two to 13, with a total of 108 alleles scored across 68 individuals. The observed and expected levels of heterozygosity ranged from 0 to 0.8750 and 0.0511-0.8669, respectively (Table 3 ). The inbreeding coefficient ranged from −0.761 to 1.000, and most loci showed significant deviation from Hardy-Weinberg equilibrium (Table 3) , all of which probably resulted from the small, isolated, asexual populations of this species. Linkage disequilibrium for each locus pair across both species was not significant after Bonferroni correction, with the exception of Sp10 × Sp52, Sp36 × Sp52, and Sp43 × Sp52.
CONCLUSIONS
In this study, 19 loci were polymorphic in 68 tested individuals within three populations. The high transferability of these markers will allow for further population genetic studies of S. polyrhiza and other related taxa, which will be useful in bioremediation programs.
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